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(57) Abstract 



The present invention provides compositions and methods for affecting the transition from vegetative to reproductive growth in a wide 
variety of plants. A MADS -box gene from rice. OsMADSl. has been isolated and sequenced. Expression of OsMADSl in transgenic plants 
dramatically alters development, resulting in early flowering plants with reduced apical dominance, causing both long-day and short-day 
plants to flower under both short-day and long-day conditions. OsMADSl is a key regulatory factor determining the transition from shoot 
apex to floral meristem and is a target for action of flower induction signals. 
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GENE CONTROLLING FLORAL DEVELOPMEMT AND 
APICAL DOMINANCE IN PLANTS 

TECHNICAL FIE LP 
This invention is related to the field of compositions and methods for 
5 affecting plant floral development and more particularly to an isolated gene and its use 
in affecting the timing of the transition from vegetative to reproductive growth. 

BACKGROUND ART 
A majority of plants use environmental cues to regulate the timing of the 
transition from vegetative to reproductive growth in order to ensure synchronous 
1 0 flowering for successful outcrossing and to complete their sexual reproduction under 
favorable conditions (reviewed in Bernier et at., Plant Celt 5:1 147-1 155, 1993). The 
major environmental factors that control the transition are photoperiod, temperature, 
and nutrition. 

In responding to these environmental factors, plants differ widely among 

1 5 species, among cultivars within species, and among stages of plant development 

within a cultivar. A short-day plant flowers when the day length is less than its critical 
length and a long-day plant flowers when the day length is longer than its critical 
length. Floral induction in a day-neutral species is unaffected by day-length, but 
occurs when the plant has attained a minimum amount of growth. 

20 After completion of the basic vegetative phase, initiation of flowering is 

frequently dependent on the day length. The critical photoperiod is defined as the 
maximum day length that will induce a short-day plant to flower and the minimum day 
length that will induce a long-day plant to flower. 

It has been postulated that a transmissible flowering signal is produced 

25 mainly in leaves and is transported to the shoot apex through the phloem. Grafting 
experiments have shown that leaves of photoperiodic plants produce promoters and 
inhibitors of flowering when exposed to favorable and unfavorable daylength regimes, 
respectively (Lang et al., Proc. Natl. Acad. Sci. USA 74:2412-2416, 1977). The 
nature of these transmissible signals is still controversial (O'Neill, Photochem. 

30 Photobiol. 56:789-801, 1992) and efforts to isolate the signaling substances have 
been unsuccessful. In addition, the target genes for these signals in the shoot apex 
have not been identified. 

Significant effort has been expended in attempts to elucidate the 
underlying mechanisms controlling flower development in various dicotyledonous plant 

35 species (reviewed in Coen, Annu. Rev. Plant Physiol. Plant Mol. Biol. 42:241-279, 
1991; and Gasser, Annu. Rev. Plant Physiol. Plant Mol. Biol. 42:621-649, 1991), 
leading to the isolation of a family of genes which encode regulatory proteins. These 
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regular ry proteins include AGAMOUS {AGS (Yanofsky et al.. Nature 346:35-39. 
1990). APETELA I iAPfi (Mandel et al.. Nature 

360:273-277. 1992). and APETAIA 3 IAP3) (Jack et al.. Cell 68:683-697. 1992) in 
Arabidopsisthaliana. and DEFICIENS A iDEFA) (Sommer et al.. EMBO J. 11:251-263. 
1990). GLOBOSA iGLO) (Trobner et al.. EMBO J. 

1 1:4693-4704. 1992). SQUAMOSA (SQUA) (Huijser et al.. EMBO J. 11 :1239-1249. 
1992). and PLENA iPLEi (Bradley et al.. Cell 72:85-95. 1 993) in Antirrhinum ma/us. 

Mutations in an AG or PLE gene result in homeotic alterations of the 
stamen and carpel. Genetic studies have shown that the DEF A. GLO and AP3 genes 
are essential for petal and stamen development. API ^6 SQUA genes, which are 
expressed in young flower primordia, are necessary for the transition of an 
inflorescence meristem into a floral meristem. Sequence analysis of these genes has 
revealed that their gene products contain a conserved MADS-box region (Bradley et 
al.. Cell 72:85-95. 1993: Huijser et al.. EMBO J. 11:1239-1249. 1992; Jack et al.. 
Cell 68-683-697. 1992; Mandel et al.. Nature 360:273-277. 1992; Sommer et al.. 
EMBO J. 1 1 :251-263. 1 990; Trobner et al.. EMBO J. 1 1 =4693-4704. 1 992; Yanofsky 
et al.. Nature 346:35-39, 1990). which is probably a DNA-binding domain (Schwarz- 
Sommer et al.. EMBO J. 1 1:251-263. 1992). 

Using these clones as probes. MADS-box genes have been isolated from 
other species including tomato (Mandel et a... CeH 71:133-143. 1992). tobacco 
(Kempin et al.. Plant Physiol 103:1041-1046. 1993). petunia (Angenent et al.. Plant 
Cell 4:983-993. 1992). Brassica napus (Mandel et al.. Cell 71:133-143, 1992). and 
maize (Schmidt et al.. Plant Cell 5:729-737. 1 993). 

Transgenic approaches have been employed to study the functional roles 
of MADS-box genes. Genetic complementation of the ag-2 mutant by the AG gene 
demonstrated that the ag-2 gene product is involved in stamen and carpel 
development (Yanofsky et al.. Nature 346:35-39, 1990). Ectopic expression of the 
AG genes from A. thaliana. B. napus. petunia, tobacco, and tomato resulted in 
homeotic conversion of sepals to carpels and petals to stamens, mirroring the ap2 
mutant phenotype (Kempin et a... Plant Physio. 103:1041-1046, 1993; Mandel et a... 
Cell 71-133-143. 1992; Mizukami and Ma. Cell 71:119-131. 1992; Pnueli et al.. Plant 
Cell 6:163-173. 1994; Tsuchimoto et al.. Plant Cell 5:843-853. 1993). These results 
support the hypothesis that AG and AP2 act in an antagonistic fashion. 

Antisense approaches have also been used to reveal the functional role 
of the tomato MADS-box genes (Pnueli et a... Plant Cel. 6:175-186. 1994; Pnueli et 
al.. Plant Cell 6:163-173. 1994). Transgenic plants that express tomato AG antisense 
RNA display the ag mutant phenotypes. Antisense expression of the tomato TM5 
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MAOS-b x gene results in morphological changes in the three inner wh ds of 
transgenic plants. 

The timing of the transition from vegetative growth to flowering is one 
of the most important steps in plant development. This determines quality and 
5 quantity of most crop species since the transition determines the balance between 
vegetative and reproductive growth. It would therefore be highly desirable to have 
means to affect the timing of this transition. The present invention meets this and 
other needs. 

SUMMARY OF THE INVENTION 
1 0 The present invention provides compositions and methods related to the 

OsMADSI gene of Oriza sativa and homologs thereof, such as the NtMADSI gene of 
Nicotians tabacum and their use to alter the phenotype of a plant, including 
phenotypes related to the timing of the transition between vegetative and reproductive 
growth. 

15 It as an object of the invention to provide isolated nucleic acids 

comprising at least 15 contiguous nucleic acids of (1) a native OsMADSI gene, 
including alleles and homologs or (2) variants of a native OsMADSI gene, and 
preferably the full length native sequence of OsMADSI or NtMADS3 as shown in Figs. 
1A or 10, respectively. When expressed in a transgenic plant, the OsMADSI gene 

20 produces at least one phenotype including (1) diminished apical dominance, (2) early 
flowering, (3) a partially or completely altered daylength requirement for flowering, (4) 
greater synchronization of flowering, or (5) a relaxed vernalization requirement. 
Variant forms of the OsMADSI gene are preferably substantially similar in sequence to 
a native OsMADSI gene and preferably comprise only silent or conservative 

25 substitutions to a native OsMADSI gene sequence. 

A further object of the invention is to provide host cells and transgenic 
plants in which an OsMADSI gene or fragment thereof is introduced. 

A further object of the invention is to provide purified polypeptides 
encoded by an OsMADSI nucleic acid, e.g., by expression of an expression vector 

30 comprising an OsMADSI gene or fragment thereof in a suitable host cell. 

A further object of the invention is to provide probes and primers 
comprising a fragment of an OsMADSI gene capable of hybridizing under stringent 
conditions to a native OsMADSI gene sequence. Such probes and primers are useful, 
for example, in studying the structure and function of OsMADSI genes and for 

35 obtaining homologs of the OsMADSI gene from plants other than rice and tobacco. 

The expressi n of an OsMADSI transgene in transgenic plants of a long- 
day or short-day species, as noted above, can result in day-neutral phen type, for 
example. Therefore, it is a further object of the invention t use such transgenic 
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plants t pr duce multiple crops in a year, which therwise cannot be accomplish d 
under natural photoperiod conditions. 

The foregoino and other objects and advantages of the invention will 
become more apparent from the following detailed description and accompanying 
drawings. 

ppi pf nrscfflP T'r™ of the DRAWINGS 
Fig. 1 A shows the nucleotide and deduced amino acid sequences of 
OsMADSI cDNA. MADS-box and K-box regions are underlined. The positions of 
nucleotides and amino acids are shown on the left and right, respectively. 

Fig. 1 B provides a comparison of MADS-box regions, showing the 
alignment of the MADS-box sequence of OsMADSI (residues 2-571 with the MADS- 
box sequence of AP1. SQUA. AG, PLE. APS. DEF A. The asterisks indicate ammo 
acids that are identical to corresponding amino acids of OsMADSI . 

Figs. 2A and 2B show the results of a Southern blot analysis of rice DNA 
digested with £coRI (E). Hinditt (H). or Psti (P> and hybridized with a probe prepared 
from the entire OsMADSI cDNA (Fig. 3A> or an OsMADSI cDNA probe lacking the 
conserved MADS-box region (Fig. 3B). The position of W/no1..-digested lambda DNA 
size markers is also indicated in both Figs. 2A and 2B. 

Figs. 3A and 3B show the results of a Northern blot analysis of the 
OsMADSI transcript in rice, using as a probe a OsMADSI cDNA lacking the MADS 
domain. Fig. 3A specifically shows OsMADSI expression patterns in rice organs: (U 
leaf <R> root. (A) anther. (C) carpel, and (P) palea/lemma of anthesis-stage flowers. 
Fig. 3B shows a temporal expression pattern during flower development, wherein total 
RNA isolated from rice flowers at different developmental stages was used for 
detection of OsMADSI gene expression: 1. young inflorescence (panicle size < 1 cm); 
2. young flower (panicle size = 1 to 6 cm); 3. flower at the early vacuolated pollen 
stage; and 4. flower at the late vacuolated pollen stage. 

Figs. 4A - 4E depict localization of the OsMADSI transcript in rice 
flowers and phenotypes of transgenic tobacco plants expressing OsMADSI . wherein 
Fig. 4A shows a young inflorescence: Figs. 4B and 4C show cross sections of upper 
and lower rice flowers at the vacuolated pollen stage, respectively (A. anther; F. 
filament; FP. flower primordia; L. lemma: O. ovary; P. palea; S. sheath; SL. sterile 
lemma); Fig. 40 provides a comparison of OsMADSI transgenic plant Ul (left) and a 
wild-type SR1 tobacco (right); and Fig. 4E is a close-up picture of OsMADSI 
35 transgenic plant #2 showing branching and bushy phenotypes. 

Fig 5 shows the results of a northern blot analysis of OsMADSI 
transcripts in transgenic tobacco, using as the probe an OsMADSI cDNA lacking the 
MADS-box domain, wherein the 'C denotes a control plant and the numerals '1 



30 



WO 96/11566 PCTAJS95/13237 



through "7" denote 8 ven diff rent transgenic plants exhibiting the early flowering and 
dwarf phen types. 

Fig. 6 shows phenotypes of transgenic /V. sytvestrfs plants expressing 
OsMADSI. Transgenic (left) and untransformed control (right) plants grown under 
5 long-day growth condition (16 hr daylength) (Fig. 6 A) or a short-day growth condition 
(10 hr daylength) (Fig. 6B). 

Fig. 7 shows the results of a northern blot analysis of OsMADSI 
transcripts in transgenic N. sytvestris using as a probe an OsMADSI cDIMA lacking the 
MADS-box domain. "1" through "5" denote five independently transformed transgenic 
10 plants exhibiting early flowering under both permissive and non-permissive conditions. 
C, control untransformed control N. sytvestris. 

Fig. 8 shows phenotypes of transgenic N. tabacum cv. Maryland 
Mammoth plants expressing OsMADSI. Transgenic plants (left) and untransformed 
control (right) grown under a short-day growth condition (10 hr daylength) (Fig. 6A) or 
15 a long-day growth condition (16 hr daylength) (Fig. 6B). 

Fig. 9 shows the results of a northern blot analysis of OsMADSI 
transcripts in transgenic N. tabacum cv. Maryland Mammoth using as a probe an 
OsMADSI cDNA lacking the MADS-box domain. "1* through "3" denote three 
independently transformed transgenic plants exhibiting early flowering under both 
20 permissive and non-permissive conditions. C, untransformed control N. tabacum cv. 
Maryland Mammoth. 

Fig. 10 shows the nucleotide and deduced amino acid sequence of the 
NtMADS3 cDNA. The positions of nucleotides and amino acids are shown on the left 
and right, respectively. 

25 Fig. 1 1 shows a nucleotide sequence comparison of the NtMADS3 cDNA 

(top) with the OsMADSI cDNA (bottom). The positions of the nucleotides for each 
cDNA are shown on the left and right. 

PETAILEP PSSCRIPTIQN QF THE INVENTION 
The present invention provides compositions and methods related to a 
30 "MADS-box" gene from rice, OsMADSI , and its homologs that are useful, for 

example, for producing dwarf plants and for affecting the timing of the transition from 
vegetative to reproductive growth in a wide variety of plants, including various 
dicotyledonous and monocotyledonous crop plants and tree species (see Schwarz- 
Sommer et al., Sctenc 250:931-936, 1990 regarding "MADS-box" genes). 
35 OsMADSI is a key regulatory factor determining the transition from shoot apex to 
floral meristem and is likely a target for action f flower induction signals. 

The mechanism for the function of the rice OsMADSI gene product is 
unknown. The OsMADSI gene product may regulate the expression of genes that are 
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involved in the induction f fl wring, thus leading to the early fl waring and dwarf 
phenotypes observed in day-neutral plants and verriding the ph top riod requirement 
for flowering in flowering plants of a species that is normally daylength-sensitive (i.e.. 
a long-day and short-day species). The OsMADSI polypeptide may. for example, act 
as a positive regulatory factor similar to API or SQUA. Since the 35S promoter is 
active in most cell types, it is likely that OsMADSI polypeptide produced under the 
control of the 35S promoter is accumulated in the shoot meristem and inflorescence 
meristem. where the API <SGU4)-like gene is not yet activated. It has been reported 
that at least two genes. API and LEAFY, are required for the transition of 
inflorescence meristem into floral meristem in Arabidopsis (Weigel et a... Cell 69:843- 
859. 1992). Similarly. SQUA and FLORICAULA are required for floral organ induction 
in Antirrhinum ma/us (Coen et a... Cel. 63:131 1-1322. 1990). It was determined that 
AP1 and SQUA belong to the MADS-box gene family (Coen et al.. Cell 63:131 1-1322. 
1990; Weigel et al.. Cell 69:843-859. 1992). If API is normally expressed later than 
LEAFY the ectopic expression of OsMADSI may bypass the transient period required 
for norma, floral organ development. Alternatively, the OsMADSI protein may interact 
with a negative factor that normally inhibits flowering. It is also possible that a higher 
level of expression of OsMADSI may enhance the response to flower-promoting 
signals. 

No other MADS-box genes have been shown to induce early flowering 
and dwarfing and to override photoperiod requirements, for example. Although the 
early flowering and dwarf phenotypes were not apparent in transgenic plants in their 
juvenile state, axillary bud growth was initiated during the early stage of floral 
meristem development. The growing shoot apex is known to exert an influence over a 
25 range of developmental events, including axillary bud growth (Tamas. Hormonal 

regulation of apical dominance, in: Davies. ed.. Plant Hormones and Their Role in Plant 
Growth and Development. Martinus N.jhoff Pub.. Dordrecht. Netherlands. 1987. pp. 
393-410). The effect is greatest early in plant development. As plants mature, the 
emergence of floral organs releases inhibition of the lateral buds and allows them to 
30 develop. The active substance responsible for apical dominance in a number of plant 
species has been identified as the plant growth regulator, indoleacetic acid (IAA). In 
transgenic plants expressing OsMADSI. the dwarf phenotype may be the result of 
altered hormonal status due to early flowering. 
1flft nf T K ff ncMAOfii G mif ** Homolnns for Crrm Improvement 

According to the present invention, the OsMADSI gene is useful, for th 
f ..owing purposes, among thers. (Reference to the OsMADSI gene is intended to 
encompass alleles, homologs. and variants as well). 
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Eariv flowering. The tinning f the transition between veg tative and 
reproductive growth is an important agr n mic trait, serving as a crucial fact r in 
determining crop yields. Expression of the OsMAOSI gene in transgenic plants makes 
it possible to affect the transition from vegetative to reproductive growth in a wide 
5 variety of plants, whether the plants are long-day, short-day, or day-neutral plants. 

When the OsMADSI gene is expressed in transgenic plants of day- 
neutral species, the resulting transgenic plants flower earlier than control plants. 
Transgenic long-day and short-day flowering plants expressing the OsMAOSI gene 
also flower earlier under permissive conditions than control plants. The compositions 
1 0 and methods according to the present invention therefore permit one to reduce the 

length of the vegetative growth stage of cereal, fruit, vegetable, floricultural, and other 
crop species. 

Producing dwarf pla nt varieties . Although it has been possible to 
enhance the harvest index in grain crops by the use of dwarfing genes, the isolation of 

15 these genes producing dwarf phenotypes has been difficult. 

Transgenic plants comprising a OsMADSI transgene are shorter than 
controls. Expression of an OsMADSI transgene apparently causes no significant 
change in the rate of photosynthesis or the total mass of the plant. Therefore, the 
OsMADSI gene is useful for producing dwarf plant varieties for a variety of plants 

20 including cereal, fruit, and floricultural species. 

Synchronizing reproductive growth. Transgenic plants expressing the 
OsMADSI transgene flower more synchronously than controls. Therefore, the gene 
can be used for crops for which synchronized harvesting is economically beneficial 
allowing more effective use of mechanized harvesting of fruit species or the 

25 production of floricultural species having improved flower quality, for example. 

Producing dav-neutral plant varieties. Expression of an OsMADSI 
transgene in daylength-sensitive (i.e., long-day or short-day) plants at least partially 
overrides the photoperiod requirement for flowering and can completely override the 
photoperiod requirement. By introducing such a transgene into a wide variety of 

30 photoperiod-sensitive crop species, including, but not limited to rice and soybeans, 

these plants effectively become day-neutral, permitting multiple crops to be grown per 
year. For example, flowers can be induced the year-round by introducing an 
OsMADSI transgene into floricultural species such as chrysanthemum and orchid. 

Delaying flowering and fruiting . By suppressing the expression of the 

35 OsMADSI gene by conventional approaches, e.g., by employing antisense, co- 
suppression, gene replacement, or ther c nventional approaches to suppressing plant 
gene expression, flowering and fruiting can be delayed. Delayed reproductive growth 
can thereby increase the length of th vegetative growth stage and cause the plants 
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t0 0 r w faster, since the energy used f r development of Lowers and s eds can be 
M ved for veoetatlve growth. Thus, delaying or eliminating reproductive gr wth r suits 
in . higher yield of vegetable specie, such a. spinach, radish, cabbage, or tree 
species, in addition, such plants wiU be more desirable for a. garden and street 
5 species, since their production of pollen allergens can be reduced or eliminated. 

r - rnrnT ^^ nation rege nt. The OsMADSI gene * useful 

for overriding the vernalization recrement of certain plant species. ,t is .,ke.y that the 
OSMADSI gene is the last (or almost test) gene expressed in the flower inducfon 
pathway. Therefore, induction of flowering of transgenic plants that constitutive* 
10 express the OsMADSI gene becomes insensitive to temperature. 

^,„ n rla o,« in soace . Plants grown extraterrestrial are preferably 
insensitive to photoperiod and temperature for flowering. Transgenic plants carryng 
the OsMADSI gene would be expected to flower in the extremely abnormal growth 
conditions found in a space shuttle or space station. 
15 — - n r »H a n a ,v fiis f — — tf f*M»nS1 flfW ip other plants . 

The availability of the OsMADSI gene and its sequence makes it possible to obta.n 
homologs of the OsMADSI gene in other organisms by conventional *™* 
the use of nucleic acid and antibody probes and DNA primers based on the OsMADSI 
sequence, as described in greater detail below. These probes and primers are also 
20 useful in research on the patterns of expression and structure-function re.ationsh,ps for 
„ce OsMADSI and its homologs. and for determining the interaction of these genes 
with other plant genes involved in floral development, for example. 

ncPiNllTIONS A MD MFTHQDS 

The following definitions and methods are provided to better defne the 
25 present invention and to guide those of ordinary skill in the art in the practice of the 
present invention. Definitions of common terms in molecular biology may also be 
found in Rieger et a... Glossary of Genetics: Classical and Molecular. 5th edifon. 
Springer-Verlag: New York. 199!; and Lewin. Genes V. Oxford Univers,ty Press: New 
York 1 334 

' The term "plant" encompasses any plant and progeny thereof. The term 
„so encompasses parts of plants, including seed, cuttings, tubers, fruit. 

A "reproductive unit" of a plant is any totipotent pan or tissue of the 
p„nt from which one can obtain a progeny of the plant, including, for example, seeds, 
cuttings, buds, bulbs, somatic embryos, etc. 
35 "Natural photoperiod conditions" are photoperiod (i.e.. daylength) 

conditions as provided by sunHght at a given location, whether under field condition, 
A photoperiod provided by artificial lighting but having a daylength approx,mat,n 0 that 
of sunlight would also be considered a natural photoperiod condifon. 
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Nucleic Acids 

Nucleic acids useful in the practice of the present invention comprise the 
isolated rice OsMADSI gene, its homologs in other plant species, and fragments and 
variants thereof. 

5 The term "OsMADSI" gene refers to a plant gene that contains a 

MADS-box sequence, and preferably also a K-box sequence, and that is associated 
with one or more of the following phenotypes when expressed as a transgene in 
transgenic plants: (1) diminished apical dominance (as shown, for example, by dwarf 
stature); (2) early flowering; (3) altered daylength requirement for flowering; (4) 

1 0 greater synchronization of flowering; and (5) relaxed vernalization requirement. This 
term relates primarily to an isolated OsMADSI coding sequence, it also encompasses 
sequences comprising genomic sequences flanking the OsMADSI coding sequence 
that are operably linked to the coding sequence, including regulatory elements and/or 
intron sequences. Although the term "OsMADSI gene" most properly applies to the 

15 rice OsMADSI gene as shown in Fig. 1A, it is also intended to encompass alleles of 
the rice OsMADSI gene and homologs thereof from other plant species, such as the 
NtMADSI gene of Nicotians t aba cum, as shown in Fig. 10. The term "OsMADSI 
gene" also encompasses "variant" forms of the gene (as detailed below) that have 
substantial homology to an OsMADSI sequence and OsMADSI biological activity. 

20 The term "native" refers to a naturally-occurring nucleic acid or 

polypeptide, including a wild-type sequence and an allele thereof. 

A "homolog" of the OsMADSI gene is a native OsMADSI gene 
sequence isolated from a plant species other than Oriza sativa. The homolog has at 
least one of the biologically activities of OsMADSI, e.g., affecting apical dominance in 

25 transgenic plants, etc., as discussed above. 

The nucleic acids of the present invention can be free in solution or 
attached by conventional means to a solid support, such as a hybridization membrane 
(e.g., nitrocellulose or nylon), a bead, or other solid supports known in the art. 

"Isolated" . An "isolated" nucleic acid has been substantially separated 

30 or purified away from other nucleic acid sequences in the cell of the organism in which 
the nucleic acid naturally occurs, i.e., other chromosomal and extrachromosomal DNA 
and RNA. The term "isolated" thus encompasses nucleic acids purified by standard 
nucleic acid-purification methods. The term also embraces nucleic acids prepared by 
recombinant expression in a host cell as well as chemically synthesized nucleic acids. 

35 DNA constructs incorporating an OsMADSI gene r fragment there f 

according t the present invention preferably place the OsMADSI pr tein coding 
s quence under the control f an operably linked promoter that is capable of 
expression in a plant cell. Various promoters suitable for expression f heterologous 
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genes in plant cells are known in the art. includino c nstitutiv promoters, e.g. the 
cauliflower mosaic virus (CaMV) 35S promoter, which is expressed in many plant 
tissues, organ- or tissue-specific promoters, and promoters that ere inducible by 
chemicals such as methyl jasminate. salicylic acid, or Safener. for example. 
5 plant transforrn iltmri anH "feneration. In addition to the methods for 

plant transformation and regeneration described in the Examples below for making 
transgenic plants, other well-known methods can be employed. 

p ra „m«r,t s nrob «« »nri primers. A fragment of an OsMADSI nucleic 
acid according to the present invention is a portion of the nucleic acid that is less than 
1 0 full-length and comprises at least a minimum length capable of hybridizing specifically 
with an OsMADSI nucleic acid according to the present invention (or a sequence 
complementary thereto) under stringent conditions as defined below. The length of 
such a fragment is preferably 15 nucleotides or more, although a shorter nucleic acid 
can be employed as a probe or primer if it is shown to specifically hybridize under 
1 5 stringent conditions with a target nucleic acid by methods well known in the art. 

Nucleic acid probes and primers can be prepared based on nucleic acids 
according to the present invention, e.g.. the OsMADSI gene of Fig. 1A or the 
NtMADS3 gene of Fig. 10. A "probe" comprises an isolated nucleic acid attached to a 
detectable label or reporter molecule well known in the an. Typical labels include 
20 radioactive isotopes, ligands. chemiluminescent agents, and enzymes. 

•Primers" are short nucleic acids, preferably DNA oligonucleotides 15 
nucleotides or more in length, which are annealed to a complementary target DNA 
strand by nucleic acid hybridization to form a hybrid between the primer and the target 
DNA strand, then extended along the target DNA strand by a polymerase, preferably a 
25 DNA polymerase. Primer pairs can be used for amplification of a nucleic acid 
sequence, e.g.. by the polymerase chain reaction (PCR) or other nucleic-acid 
amplification methods well known in the art. PCR-primer pairs can be derived from the 
sequence of a nucleic acid according to the present invention, for example, by using 
computer programs intended for that purpose such as Primer (Version 0.5. • 1991. 
30 Whitehead Institute for Biomedical Research. Cambridge. MA). 

Methods for preparing and using probes and primers are described, for 
example, in Sambrook et al.. Molecular Cloning: A Laboratory Manual, 2nd ed.. vol. 
1-3. ed. Sambrook et al.. Cold Spring Harbor Laboratory Press. Cold Spring Harbor. 
NY. 1989; Current Protocols in Molecular Biology, ed. Ausubel et al.. Greene 
35 Publishing and Wiley-lnterscience. N w York. 1987 (with peri die updates); and Innis 
et al.. PCR Protocols: A Guide to Methods and Applications, Academic Press: San 
Diego. 1990. 
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Pr bes r primers can be free in s lution r c valently or n nc valently 
attached to a solid supp rt by standard m ans. 

Substantial similarity . A first nucleic acid is "substantially similar - to a 
second nucleic acid if, when optimally aligned (with appropriate nucleotide insertions 
5 or deletions) with the other nucleic acid (or its complementary strand), there is 

nucleotide sequence identity in at least about 75%-90% of the nucleotide bases, and 
preferably oreater than 90% of the nucleotide bases. ("Substantial sequence 
complementarity" requires a similar degree of sequence complementarity.) Sequence 
similarity can be determined by comparing the nucleotide sequences of two nucleic 
10 acids using sequence analysis software such as the Sequence Analysis Software 
Package of the Genetics Computer Group, University of Wisconsin Biotechnology 

Center, Madison, Wl. 

Alternatively, two nucleic acids are substantially similar if they hybridize 
under stringent conditions, as defined below. 

!5 poerablv linked . A first nucleic-acid sequence is "operably" linked with 

a second nucleic-acid sequence when the first nucleic-acid sequence is placed in a 
functional relationship with the second nucleic-acid sequence. For instance, a 
promoter is operably linked to a coding sequence if the promoter affects the 
transcription or expression of the coding sequence. Generally, operably linked DNA 

20 sequences are contiguous and, where necessary to join two protein coding regions, in 
reading frame. 

"Pecombinant" . A "recombinant" nucleic acid is one that has a 
sequence that is not naturally occurring or has a sequence that is made by an artificial 
combination of two otherwise separated segments of sequence. This artificial 

25 combination is often accomplished by chemical synthesis or, more commonly, by the 
artificial manipulation of isolated segments of nucleic acids, e.g., by genetic 
engineering techniques. 

Techniques for nucleic-acid manipulation are described generally in, for 
example, Sambrook et al. (1989) and Ausubel et al. (1987, with periodic updates). 

30 Preparation nf recombin ant or chemically synthesized nucleic acids; 

vectors, transformation, host cells . Large amounts of a nucleic acid according to the 
present invention can be produced by recombinant means well known in the art or by 
chemical synthesis. 

Natural or synthetic nucleic acids according to the present invention can 

35 be incorporated into rec mbinant nucl ic-acid constructs, typically DNA constructs. 

capable of introduction into and replication in a host cell. Usually the DNA constructs 
will be suitable for replication in a unic llular host, such as E. coii or other commonly 
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used bacteria, but can also be introduced int yeast, mammalian, plant or ther 
eukaryotic cells. 

Preferably, such a nucleic-acid construct is a vector comprising a 
replication system recognized by the host. For the practice of the present invention, 
5 well-known compositions and techniques for preparing and using vectors, host cells, 
introduction of vectors into host cells, etc. are employed, as discussed, inter alia, in 
Sambrook et al„ 1989, or Ausubel et al., 1987. 

A cell, tissue, organ, or organism into which has been introduced a 
foreign nucleic acid, such as a recombinant vector, is considered "transformed" or 
10 "transgenic* The DNA construct comprising an OsMADSI DNA sequence according 
to the present invention that is present in a transgenic host cell, particularly a 
transgenic plant, is referred to as a "transgene." The term "transgenic" or 
"transformed" when referring to a cell or organism, also includes (1) progeny of the 
cell or organism and (2) plants produced from a breeding program employing such a 
1 5 "transgenic" plant as a parent in a cross and exhibiting an altered phenotype resulting 
from the presence of the recombinant OsMADSI DNA construct. 

Methods for chemical synthesis of nucleic acids are discussed, for 
example, in Beaucage and Carruthers, Tetra. Letts. 22:1859-1862, 1981, and 
Matteucci et al., J. Am. Chem. Soc. 103:3185, 1981. Chemical synthesis of nucleic 
20 acids can be performed, for example, on commercial automated oligonucleotide 
synthesizers. 

Nucleic-Acid Hybridization: "Stringent Cond itions": "Specific V The 
nucleic-acid probes and primers of the present invention hybridize under stringent 
conditions to a target DNA sequence, e.g.. to the rice OsMADSI gene and its 
25 homologs in other plant species. 

The term "stringent conditions" is functionally defined with regard to the 
hybridization of a nucleic-acid probe to a target nucleic acid (i.e., to a particular 
nucleic-acid sequence of interest) by the hybridization procedure discussed in 
Sambrook et al., 1989 at 9.52-9.55. See also, Sambrook et al., 1989 at 9.47-9.52, 
30 9.56-9.58; Kanehisa, Nuc. Acids Res. 12:203-213, 1984; and Wetmur and Davidson, 
J. Mol. Biol. 31:349-370. 1968. 

Regarding the amplification of a target nucleic- acid sequence (e.g., by 
PCR) using a particular amplification primer pair, stringent conditions are conditions 
that permit the primer pair to hybridize only to the target nucleic-acid sequence to 
35 which a primer having the corresponding wild-type sequence (or its complement) 
w uld bind. 

Nucleic-acid hybridization is affected by such c nditi ns as salt 
concentration, temperature, r organic solvents, in addition to the base c mp sition, 
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lenoth of the c mplementary strands, and the number f nucleottd - base mismatches 
between the hybridizing nucleic acids, as will be readily appreciat d by those skilled in 
the an. 

When referring to a probe or primer, the term "specific for (a target 
5 sequence) - indicates that the probe or primer hybridizes under stringent conditions 
only to the target sequence in a given sample comprising the target sequence. 

NuClgiC-HCid amplification- As used herein, "amplified DNA" refers to the 
product of nucleic-acid amplification of a target nucleic-acid sequence. Nucleic-acid 
amplification can be accomplished by any of the various nucleic-acid amplification 
10 methods known in the art, including the polymerase chain reaction (PCR). A variety of 
amplification methods are known in the art and are described, inter aha, in U S, Patent 
Nos. 4,683,195 and 4,683,202 and in PCR Protoc ols: A finiriP to Methods and 
Appl'C?tipn§, Innis et al. eds.. Academic Press, San Diego, 1990. 

iP ff/fy hyfrriflisgti°n. A number of techniques have been developed in 
1 5 which nucleic-acid probes are used to locate specific DNA sequences on intact 

chromosomes in shu, a procedure called m in situ hybridization. - See, e.g., Pinkel et 
al., Proc. Natl. Acad. Sci. USA 85:9138-9142, 1988 (regarding fluorescence in situ 
hybridization), and Lengauer et al., Hum. Mol. Genet. 2:505-512, 1993 (regarding 
•chromosomal bar codes*). Well-known methods for in situ hybridization and for the 
20 preparation of probes or primers for such methods are employed in the practice of the 
present invention, including direct and indirect in situ hybridization methods. 

Method? Of makino cDNA clones ftnc pdino QsMApSI or horr^ lgQff 
IhfirfioJ. Based upon the availability of the OsMADSI and NtMADS3 cDNAs and the 
nucleotide sequences thereof, as disclosed herein, other OsMADSI genes (e.g., alleles 
25 and homologs of OsMADSI and NtMADS3) can be readily obtained from a wide 
variety of plants by cloning methods known in the art. 

For example, one or more primer pairs based on the OsMADSI sequence 
can be used to amplify such OsMADSI genes or their homologs by the polymerase 
chain reaction (PCR). Alternatively, the disclosed OsMADSI cDNA or fragments 
30 thereof can be used to probe a cDNA or genomic library made from a given plant 
species. 

Cloning of the OsMADSI Genomic Gene and Homoloos Th gfg g f The 
availability of the OsMADSI cDNA sequence enables those skilled in the art to obtain 
a genomic clone corresponding to the OsMADSI cDNA (including the promoter and 
35 other regulatory regions and intron sequences) and the determination of its nucleotide 
sequence by conventional methods. Such an OsMADSI genomic clone and sequences 
derived therefrom are useful, for example, for studies of the expression of the 
OsMADSI gene. 
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ZZce ofTosMADS! protein disc.osed herein, those skilled in the art can create 
DNA mo.ecu.es and polypeptides that have minor variations in their nudeotide or 

amino acid sequence. . „ 

-Variant" DNA molecules are DNA molecules contammo m,nor changes 
in the native OsMADSI sequence, i.e.. ch.n 0 es in which one or more nucleotides of a 
native OsMADSI sequence is de.eted. added, and/or substituted whUe substanfaHy 
maintaining OsMADSI biological activity. Variant DNA mo.ecu.es can be produced. 
,or example, by standard DNA mutagenesis techniques or by chemical* synthes,z,ng 
the variant DNA mo.ecu.e. Such variants do not change the reading frame of the 
protein-coding region of the nucleic acid and encode a protein having no or on.y m,nor 
changes in OsMADSI biological function. Preferably, the mutations made ,n the 
native OsMADSI sequence do not create commentary regions that cou.d produce 
15 secondary mRNA structure [see, e.g.. EP 75.444A). 

Amino-acid substitutions are preferably substitutions of sing.e am,no-aad 
residues. DNA insertions are preferabfy of about 1 to 10 contiguous nuclides and 
de.etions are preferab.y of about 1 to 30 contiguous nucleotides, insertions and 
deletions are preferably insertions or de.etions from an end of the protein-coding or 
non-coding sequence and are preferably made in adjacent base pairs. Subst,tut,ons 
de.etions. insertions or any combination thereof can be combined to arrive at a f.na. 

construct. . ^ 

Preferably, variant nucleic acids according to the present .nvent.on are 

-silent" or "conservative" variants. "Silent" variants are variants of a native rice 
OsMADSI sequence or a homolog thereof in which there has been a substitution of 
one or more base pairs but no change in the amino-acid sequence of the po.ype P t,de 
encoded by the sequence. -Conservative" variants are variants of the nat,ve nee 
OsMADSI sequence or a homolog thereof in which at least one codon in the prote^ 
coding region of the gene has been changed, resulting in a conservative change ,n one 
or more amino acid residues of the polvneptide encoded by the nucleic-acid sequence, 
i. ,n amino acid substitution. An, sr of conservative amino acid subst,tut,ons 
are listed in Table 3. ,n addition, one oc more codons encoding cysteine res, dues can 
he substituted for. resulting in a loss of a cysteine residue and affecting d,su.f,de 
linkages in the OsMADSI polypeptide. 
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TABLE 1 



c 


Original Residue 


Conservative Substitutions 




Ala 


ser 




Arg 


lys 




Asn 


gin, his 


10 


Asp 


glu 




Cys 


ser 




Gin 


asn 




Glu 


asp 




Glv 


pro 


15 


His 


asn; gin 




He 


leu, val 




Leu 


lie; val 




Lys 


arg; gin; glu 




Met 


leu; ile 


20 


Phe 


met; leu; tyr 




Ser 


thr 




Thr 


ser 




Trp 


tyr 




Tyr 


trp ; phe 


25 


Val 


ile; leu 



Substantial changes in function are made by selecting substitutions that 
are less conservative than those in Table 1, i.e.. selecting residues that differ more 

30 significantly in their effect on maintaining: (a) the structure of the polypeptide 
backbone in the area of the substitution, for example, as a sheet or helical 
conformation; (b) the charge or hydrophobicity of the molecule at the target site; or 
(c) the bulk of the side chain. The substitutions which in general are expected to 
produce the greatest changes in protein properties are those in which: (a) a 

35 hydrophilic residue, e.g., seryl or threonyl, is substituted for (or by) a hydrophobic 

residue, e.g., leucyl, isoleucyl, phenylalanyl, valyl or alanyl; (b) a cysteine or proline is 
substituted for (or by) any other residue; (c) a residue having an electropositive side 
chain, e.g.. lysyl, arginyl, or histadyl, is substituted for (or by) an electronegative 
residue, e.g.. glutamyl or aspartyl; or (d) a residue having a bulky side chain, e.g., 

40 phenylalanine, is substituted for (or by) one not having a side chain, e.g., glycine. 
Polypeptides 

The term "OsMADSI protein (or polypeptide)" refers to a protein encoded 
by an OsMADSI gene, including alleles and homologs of OsMADSI, or by a variant of 
the OsMADSI g ne, having OsMADSI biological activity. An OsMADSI polypeptide 
45 can be isolated from a natural source, produced by the expression of a recombinant 
OsMADSI nucleic acid, or be chemically synthesized. Techniques for chemical 
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synthesis of polypeptides are d scribed, f r example, in Merrifield, J. Amer. Chem. 
Soc. 85:2149-2156, 1963. 

Polypeptide f ftouence homology . Ordinarily, the polypeptides 
encompassed by the present invention are at least about 70% homologous to a native 
5 OsMADSI polypeptide, preferably at least about 80% homologous, and more 
preferably at least about 95% homologous. Such homology is considered to be 
•substantial homology," although more important than shared amino-acid sequence 
homology can be the common possession of characteristic structural features and the 
retention of characteristic biological activity. 
TO Polypeptide homology is typically analyzed using sequence analysis 

software such as the Sequence Analysis Software Package of the Genetics Computer 
Group, University of Wisconsin Biotechnology Center, Madison, Wl). Polypeptide 
sequence analysis software matches homologous sequences using measures of 
homology assigned to various substitutions, deletions, substitutions, and other 

15 modifications. 

"Isolated," "Purified," "Homogene ous" Polypeptides. A polypeptide is 
"isolated" if it has been separated from the cellular components (nucleic acids, lipids, 
carbohydrates, and other polypeptides) that naturally accompany it. Such a 
polypeptide can also be referred to as "pure" or "homogeneous" or "substantially" 
20 pure or homogeneous. Thus, a polypeptide which is chemically synthesized or 

recombinant (i.e., the product of the expression of a recombinant nucleic acid, even if 
expressed in a homologous cell type) is considered to be isolated. A monomeric 
polypeptide is isolated when at least 60-90% by weight of a sample is composed of 
the polypeptide, preferably 95% or more, and more preferably more than 99%. 
25 Protein purity or homogeneity is indicated, for example, by polyacrylamide gel 

electrophoresis of a protein sample, followed by visualization of a single polypeptide 
band upon staining the polyacrylamide gel; high pressure liquid chromatography; or 
other methods known in the art. 

Pr o^m purification . The polypeptides of the present invention can be 
30 purified by any of the means known in the art. Various methods of protein purificatio 
are described, e.g., in Guide to Protein Purification, ed. Deutscher, Meth. Enzymol. 
185, Academic Press, San Diego, 1990; and Scopes, Protein Purification: Principles 
and Practice, Springer Verlag, New York, 1982. 

Variant form? of OsMADS I polypeptides; labeling. Encompassed by the 
35 claimed OsMADSI polypeptides are variant polypeptides in which there have been 
substitutions, deletions, insertions or other modifications of the native OsMADSI 
polypeptide. The variants substantially retain structural and/or biological 
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characteristics and are preferably silent or conservative substitutions f one or a small 
number of contiguous amino acid residues. 

The native OsMAOSI polypeptide sequence can be modified by 
conventional methods, e.g., by acetylation, cirboxylation, phosphorylation, 
5 glycosylation, ubiquttination, and labeling, whether accomplished by in vivo or in vitro 
enzymatic treatment of an OsMADSI polypeptide or by the synthesis of an OsMADSl 
polypeptide using modified amino acids. 

There are a variety of conventional methods and reagents for labeling 
polypeptides and fragments thereof. Typical labels include radioactive isotopes, 

10 ligands or ligand receptors, fluorophores, chemiluminescent agents, and enzymes. 
Methods for labeling and guidance in the choice of labels appropriate for various 
purposes are discussed, e.g., in Molecular Cloning: A Laboratory Manual 2nd ed., vol. 
1-3, ed. Sambrook et al., Cold Spring Harbor Laboratory Press: Cold Spring Harbor, 
NY, 1989; and Current Protocols in Molecular Biology, ed. Ausubel et al., Greene 

15 Publishing and Wiley- Inter science: New York, 1987 (with periodic updates). 

Polypeptide Fragments . The present invention also encompasses 
fragments of OsMADSI polypeptides that lack at least one residue of a native full- 
length OsMADSI polypeptide yet retain at least one of the biological activities 
characteristic of rice OsMADSI. For example, the fragment can cause early flowering 

20 or dwarf phenotypes when expressed as a transgene in a host plant or possession of a 
characteristic immunological determinant. As an additional example, an 
immunologically active fragment of an OsMADSI polypeptide is capable of raising 
OsMADSI -specific antibodies in a target immune system (e.g., murine or rabbit) or of 
competing with OsMADSI for binding to OsMADSI -specific antibodies, and is thus 

25 useful in immunoassays for the presence of OsMADSI polypeptides in a biological 

sample. Such immunologically active fragments typically have a minimum size of 7 to 
17 amino acids. 

Fusion polypeptides . The present invention also provides fusion 
polypeptides including, for example, heterologous fusion polypeptides, i.e., an 

30 OsMADSI polypeptide sequence or fragment thereof and a heterologous polypeptide 
sequence, e.g., a sequence from a different polypeptide. Such heterologous fusion 
polypeptides thus exhibit biological properties (such as ligand-binding, catalysis, 
secretion signals, antigenic determinants, etc.) derived from each of the fused 
sequences. Fusion partners include, f r example, immunoglobulins, beta 

35 galactosidase, trpE, protein A, beta lactamase, alpha amylase, alcohol dehydrogenase, 
yeast alpha mating factor, and various signal and leader sequences which, e.g., can 
direct the secretion f the polypeptide. Fusion polypeptides are typically made by the 
expression of recombinant nucleic acids or by chemical synthesis. 
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mv w «<*. ««nu a nfflt H^rmintion. The sequence of a polypeptide f 
the present inventi n can be determined by various methods kn wn in the art. In 
order to determine the sequence of a polypeptide, the polypeptide is typ.cally 
fragmented, the fragments separated, and the sequence of each fragment determ,ned. 
5 To obtain fragments of an OsMADSl polypeptide, the polypeptide can be d,gested 
with en enzyme such as trypsin. Costripain. or Staphylococcus protease, or wrth 
chemical agents such as cyanogen bromide. 

o-iodosobenzoate. hydroxyzine or 2-nitro-5-thiocyanobenzoate. Peptide fragments 
can be separated, e.g.. by reversed-phase high-performance liquid chromatography 
10 (HPLC) and analyzed by gas-phase sequencing. 

Pr , Y r T onti^ CO uolh n TTT It 1A™ " has « s " pport - The polypeptides of the 
present invention can be free in solution or coupled to a solid-phase support, e.g.. 
nitrocellulose, nylon, column packing materials (e.g.. Sepharose beads!, magnet,c 
beads, or glass wool. 
15 Antibodies 

The present invention also encompasses polyclonal and/or monoclonal 
antibodies capable of specifically binding to OsMADSl polypeptides and fragments 
thereof, produced by conventional methods. Such antibodies are raised agamst an 
OsMADSl polypeptide and are capable of distinguishing the OsMADSl polypeptide 

20 from other polypeptides. 

An immunological response is usually assayed with an immunoassay. 
Normally such immunoassays involve some purification of a source of antigen, for 
exampie, produced by the same cells and in the same fashion as the antigen was 
produced. 

For the preparation and use of antibodies according to the present 
invention, including various immunoassay techniques and applications. see..e. 0 .. 
Coding, Monoclonal Antibodies: Principles and Practice, 2d ed. Academic Press. New 
York 1986; and Harlow and Lane, Antibodies: A Laboratory Manual. Cold Spnng 
Harbor Laboratory. Cold Spring Harbor. NY. 1988. OsMADSl -specific antibodies are 
useful, for example in purifying OsMADSl polypeptides from a biological sample, such 
as a host cel. expressing recombinant OsMADSl polypeptides: in cloning OsMADSl 
homologs from rice or other plant species from an expression library; as antibody 
probes for protein blots and immunoassays; etc. 

Frequently, the polypeptides and antibodies will be labeled by joining, 
either cova.ently or noncovalemly. a substance which provides for a detectable signal. 
A wide variety of labels and conjugation techniques are known. Suitable labels include 
radi nuclides, enzymes, substrates, cofactors. inhibitors, fluorescent agents, 
chemiluminescent agents, magnetic particles and the like. 



25 



30 



35 



WO 96/11566 



PCT/US95/13237 



-19- 

The invention will be better underst d by reference t the following 
Examples, which are intended t merely illustrate the best mode n w kn wn f r 
practicing the invention. The scope of the invention is not to be considered limited 
thereto, however. 
5 EXAMPLES 

EXAMPLE 1: Isotation and Ana lysis of a MADS-Box Gene from Rice. OsMADSI 

Bacterial Strains. Plant Materials, and Rant Transformation. Escherichia 
coli MCI 000 (ara. leu, lac, gal, str) was used as the recipient for routine cloning 
experiments. Rice [Oryza sath/a L. cv. M201) plants were grown in a growth chamber 

10 at 26°C with 10.5-hr day cycle. 

cDNA Library Construction and Molecular Characterization . A cDNA 
library was constructed using the >(Zapll vector (Stratagene, La Jolla, CA) and 
polytAI + mRNA isolated from rice flowers. An adapter containing fcoRI and Not\ 
sites (Pharmacia LKB Biotechnology, Piscataway, NJ) was used to ligate the vector 

15 and cDNA. The library was divided into 20 sublibraries and amplified in an E. coli host 
strain, XL-1 Blue lF'::Tn10 pro + B+, laclq, (lac Z>MI5/recAJ. endAI, gyrA96 (Nar>, thi, 
hsdR17(rk, mk*), sup44, reLA1, lac] (Stratagene, La Jolla, CA). 

Plaque hybridization was performed with 1 0* plaques that were lifted onto 
nitrocellulose membranes. The plasmid pBluescript containing the OsMADSI cDNA 

20 was rescued in vivo from the bacteriophage A using fl helper phage, R408 (Stratagene, 
La Jolla, CA). Both strands of the cDNA inserts were sequenced by the 
dideoxynucleotide chain-termination method using double-stranded DNA as a template 
(Sanger et al., Proc. Natl. Acad. Sci. USA 74:5463-5467, 1977). 

Southern and Northern Blot Analyses . Genomic DNA was prepared from 

25 two-week-old rice seedlings by the CTAB (cetyltrimethylammonium bromide) method 
(Rogers and Bendich, Extraction of DNA from plant tissues. In: Gelvin and 
Schilperoort, eds.. Plant Molecular Biology Manual, Kluwer Academic, Dordrecht, 
Belgium, 1988, pp. A6/1-10). Four //g of DNA were digested with appropriate 
restriction enzymes, separated on a 0.7% agarose gel, blotted onto a nylon 

30 membrane, and hybridized with a 

"P-labeled probe labeled by the random-priming method (Sam brook et al., Molecular 
Cloning: A Laboratory Manual, Cold Spring Harbor Laboratory Press, Cold Spring 
Harbor, NY, 1989). Ten UQ of total RNA isolated by the guanidium thiocyanate 
method were used for the northern analysis (id.). 

35 In situ Localization . Rice flowers were dehydrated with ethanol, fixed 

(1.4% glutaraldehyde, 2% paraformaldehyde, 50 mM PIPES, pH 7.2), and embedded 
in paraffin. Eight-j/m sections were attached to gelatin-coated glass slides and 
hybridized with ,6 S-labeled antisense RNA (Cox and Goldberg, Analysis of plant gene 
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xpression, In: Shaw # ed., Plant M lecular Bi logy: A Practical Approach, IRL Press. 
Oxford, 1988, pp. 1-34). Th RNA pr be was pr pared by in vitro transcription using 
pBluescript carrying the OsMAOSl cONA clone as a template. The sections were 
coated with an X-ray emulsion film and exposed for four days. The samples were 
5 stained with 0.5% toluidine blue to visualize tissue sections. Photographs were taken 
with a bright-field microscope. 

p e suits . A cDNA clone, OsMADSl , was isolated by screening a A Zapll 
cDNA library prepared from immature rice flower mRNA using mixed probes of 
different MADS-box cDNA clones isolated from Arabidopsis (Ma et al.. Genes Dev. 
10 5:484-495, 1991; Yanofsky et al.. Nature 346:35-39. 1990), Brassica (Mandel et al., 
Cell 71:133-143, 1992}, tobacco (Kempin et al., Plant Physiol. 103:1041-1046, 
1 933), and tomato (Pnueli et al.. Plant J. 1 :255-266, 1 991 ). 

DNA sequence analysis showed that the rice clone encodes a protein of 
257 amino-acid residues (Fig. 1A). The deduced amino-acid sequence contains the 
1 5 conserved MADS-box domain between amino acids 2 and 57 (Fig. 1B). A second 
domain present in MADS-box proteins, the •K-box," is located between residues 90 
and 143. The OsMADSl clone appears to be nearly full length, since the estimated 
transcript length by northern hybridization analysis is similar to that of the cDNA clone. 
The conserved MADS-box region is located immediately after the start methionine 
20 codon in the rice gene, as has been observed in most MADS-box genes. Therefore it 
is unlikely that the rice clone encodes a truncated protein. 

These observations indicate that OsMADSl is a member of the MADS-box 
gene family. Among characterized MADS-box proteins, the OsMADSl amino-acid 
sequence is most homologous to AP1 (44.4% identity) and SQUA (42.6% identity). 
25 In addition, OsMADSl shows extensive similarity to the functionally anonymous 
Arabidopsis MADS-box genes AGL2 (56.2% identity) and AGL4 (55.4% identity). 

To determine the number of MADS-box genes present in rice. Southern 
blot analysis was performed. Figs. 2A and 2B show Southern blots of rice DNA 
digested with £coRI (£), HindM (H), or Pst\ (P), fractionated on a 0.7% agarose gel, 
30 and hybridized with a probe prepared from the entire OsMADSl cDNA (Fig. 2A) or an 
OsMADSl cDNA probe lacking the conserved MADS-box region (Fig. 2B). More than 
ten restriction fragments hybridized with the entire cDNA probe, whereas a single 
fragment was detected by a probe lacking the conserved MADS-box region. This 
result indicates that the rice genome contains a large number of genes encoding 
35 MADS-box proteins, similar to what is observed in other plant species (Angenent et 

al., Plant Cell 4:983-993, 1992; Ma, Genes Dev. 5:484-495, 1991; Pnueli et al., Plant 
J. 1:255-266, 1991; Schmidt et al.. Plant Cell 5:729-737, 1993). 
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N rthem blot analyses were conducted t study the expressi n pattern of 
the OsMADSI gene in rice. Figs. 3A and 3B show the OsMADSI expression pattern 
in rice organs. Ten-//g samples of total RNA isolated from leaf (U and root (R) of two- 
week-old seedlings, and anther (A), carpel (C), and palea/lemma (P) of anthesis-stage 
5 flowers was hybridized with the OsMADSI probe lacking the MADS domain. Ethidium 
bromide staining of 25S and 1 8S rRNAs demonstrated equal amounts of RNA loading. 

Figs. 3A and 3B also show the temporal expression pattern during flower 
development. Twenty $iq of total RNA was isolated from rice flowers at different 
developmental stages: young inflorescence (panicle size < 1 cm), young flowers 

10 (panicle size = 1 to 6 cm), flowers at the early vacuolated pollen stage, and flowers 
at the late vacuolated pollen stage. This RNA was used for detection of OsMADSI 
gene expression. RNA samples were hybridized with the probe lacking the conserved 
MADS-box region in order to avoid cross-hybridization with other MADS-box genes 
and thus to observe the specific expression pattern of the gene. OsMADSI 

1 5 transcripts were present in the palea, lemma, and carpel, but not in the anther or 
vegetative organs (Fig. 3A). The gene was active during the young inflorescence 
stage and expression continued into the early and late vacuolated pollen stages (Fig. 
3B). 

Figs. 4A-4C show the localization of the OsMADSI transcript in rice 

20 flowers and phenotypes of transgenic tobacco plants expressing OsMADSI by in situ 
hybridization experiments using longitudinal sections of young inflorescence, and cross 
sections of the upper and lower rice flower at the vacuolated pollen stage (anther, 
filament, flower primordia, lemma, ovary, palea, sheath, and sterile lemma). 8-i/m 
sections were hybridized with * s S-labeled anttsense RNA lacking the MADS-box 

25 domain. The sections were coated with an X-ray emulsion film and exposed for four 
days. The samples were stained with 0.5% toluidine blue to visualize tissue sections 
which show negative expression of the gene. A sense probe did not show any 
hybridization above the background level. These in situ experiments revealed that the 
OsMADSI transcript was uniformly present in young flower primordia during early 

30 flower development and later became localized in certain floral organs (Figs. 4A-4C). 

In young inflorescences, strong hybridization signals were detected in flower primordia 
but not in other tissues (Fig. 4A). In vacuolated pollen-stage flowers, OsMADSI 
mRNA was detected in the palea, lemma, and ovary. However, the hybridization 
signal was not uniform in these tissues. In particular, the tissues near the 

35 palea/lemma junction and the paiea tissues covered by lemma exhibited little or no 

expression of the gene. No significant signal was observed in the anther, filament, or 
sterile lemma. These results indicate that the OsMADSI gene is preferentially 
expressed in certain floral tissues, as has been observed with most MADS-box genes. 
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The xpressi n patt rn f the OsMADSI o ne cl sely resembled that of 
API and SQUA (Juijser et a... EMBO J. 11:1239-1249. 1992; Mande. t a... Nature 
360:273-277. 1992). Flower-specific expression is also common for other MADS-box 
oenes (Angenant et a... Plant Cell 4:983-993. 1992; Jack et al.. Cell 68:683-697. 
5 1892; Kempin et a... Plant Physiol. 103:1041-1046. 1993; Ma et a... Genes Dev. 
5-484-495. 1991; Mandel et al.. Nature 360:273-277. 1992; Pnu.li.tal.. PlantJ. 
1:255-266. 1991; Schmidt et al.. Plant Cell 5:729-737. 1993; Sommer et al.. EMBO 
J 9-605-613. 1990; Tsuchimoto et al.. Plant Cell 5:843-853. 1993). 

Nine independent clones that contain the conserved MADS-box have been 

1 0 isolated. 

r . r . n F ? . F - r , f ~i»n of OsMADSI in Transgenic Tnr,i»rCP P^ Rft^lS E?rly 
Flnwftrina and pwarf Phenotvpes 

p rrr .; fl $ v *in* Plant M ?T-f ial " ™ri P'™T Transformation. 
Agrobactenum tumefaciens LBA4404 (Hoekema et a... Nature 303:179-181. 1983). 
1 5 containino the Ach5 chromosomal background and a disarmed he.per-Ti plasm,d 

PAL4404 was used for transformation of tobacco plants Mcotiana tabacum L. cv. 
Petit Havana SRD by the co-cultivation method |An et al.. Binary Vectors. In: Gelvin 
and Schilperoort. eds.. Plant Molecular Biology Manua.. Kluwer Academic. Dordrecht. 
Belgium. 1988. pp. A3/1-19). Transgenic plants were maintained in a greenhouse. 
20 Results . Ectopic expression of floral homeotic genes alters floral organ 

identity in homologous (Kempin et a... Plant Physio.. 103:1041-1046. 1993; Mizukami 
and Ma. Cell 71:119-131. 1992: Pnueli et al.. Plant Cell 6:163-173. 1994; 
Tsuchimoto et al.. Plant Cell 5:843-853. 1993) and heterologous systems (Mandel et 

al., Cell 71:133-143, 1992). 
25 , n order to characterize the functional role of OsMADSI , tobacco plants 

were used as a heterologous expression system. The cDNA Cone encoding the entire 
OsMADSI coding region was placed under the control of cauliflower mosaic virus 35S 
promoter (Benfey and Chua. Science 250:959-966. 1990) and transcript 7 ternrunator 
using a binary vector pGA748. which is a derivative of pGA643 (An et a... Binary 
30 Vectors. In: Gelvin and Schilperoort. eds., Plant Molecular Biology Manual. Kluwer 
Ac, emic. Dordrecht. Belgium. 1988. pp. A3/1-19). The chimeric molecule 
( P C 209) was transferred to tobacco (Nicotiana tabacum cv. Petite Havana SR1 ) 
pla, s using the A 0 robacterium- m e6^ed Ti plasmid vector system (An et a... Binary 
Vectors In: Gelvin and Schilperoort. eds.. Plant Molecular Biology Manual. Kluwer 
35 Academic. Dordrecht. Belgium. 1988. pp. A3/1-19). Twenty independ ht transgen.c 

plants were studied. 

Most of the primary transgenic plants flowered much earlier than control 
plants that were transformed with the Ti plasmid vect r alone. The transgenic plants 
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were significantly shorter and contained several lateral branches (Figs. 4D-4E). Thes 
phen types were inherited t the next generation as a dominant Mendelian trait. 

Northern-blot analysis was conducted on seven transgenic plants which 
displayed the early flowering phenotype (Fig. 5). Transcripts from a control plant (C) 
5 and seven different transgenic plants (1-7) exhibiting the early flowering and dwarf 
phenotypes were sampled for preparation of total RNA from leaves and flowers. 
Twenty UQ of total RNA was hybridized with 

"P-labeled probe prepared from the OsMADSI cONA lacking the MADS domain. The 
results (Fig. 5) showed that all of the transgenic plants accumulated the OsMADSI 

10 transcripts in both vegetative and reproductive organs. Although there were 

significant differences in gene expression among the transgenic plants, the relative 
expression level was similar between the leaf and flower. Transgenic plant til, which 
displayed the most severe symptoms, accumulated the highest level of the transcript. 
Plants #4, #5. #6, with less severely altered phenotypes, expressed the gene at 

15 reduced levels, indicating that the level of OsMADSI RNA correlated with phenotype. 

However, progeny from the same parent displayed phenotypic variation. 
The basis of this variation was investigated with T1 offspring of the transgenic plant 
12 in which the transgene segregates as a single locus. OsMADSI homozygotes were 
much shorter (34.2 ± 0.8 cm) compared to heterozygotes (51.6 ±1.4 cm), while the 

20 wild-type tobacco plants were 1 19.8 ± 2.2 cm. The homozygotes flowered two days 
earlier than the heterozygotes and eight days earlier than wild type plants. This result 
indicates that the variation was due to gene dosage. 

Table 2 summarizes characteristics of four independently transformed 
plants from the T1 generation. Seeds were collected from selfed fruits of the primary 

25 transgenic plants (TO generation). The seeds were germinated in a peat pellet and 
grown for two weeks at 16 hr light/8 hr dark cycles under fluorescent lights. The 
resulting T1 plants were grown under greenhouse conditions. Ten to twenty plants 
were analyzed for each transgenic line. Standard errors are shown in parentheses. 
Progeny carrying the transgenes were identified by visually scoring T2 seedlings for 

30 kanamycin resistance. The kanamycin-sensitive segregants were used as controls (C). 
Days to flowering include the time from seed germination to the first anthesis. Height 
and internode length were measured when fruits were fully developed (90 days 
post germination). The data in Table 2 show that transgenic plants flowered 7 to 10 
days earlier than wild-type plants and their height and internode length appear to be 

35 significantly reduced. 
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61.2 


(5.8) 


5.7 


(0.5) 


47.6 


(1.9) 


4.6 


(0.2) 


64.3 


(3.5) 


5.8 


(0.3) 


40.2 


(4.4) 


3.5 


(0.3) 


119.8 


(2.2) 


9.0 


(0.3) 



T ftBT^E 2; cop i parifion of ohenotvpes of transgenic Plants 
with non- tT ansfo] n n * ad cont:ro1 

5 Transgenic Days to Height Internode Length 

Line (#) Flowering (cm) (cm) 

1 53.0 (2.0) 

10 2 54.2 (0.3) 

3 53.0 (0.4) 

4 50.6 (0.9) 
C 61.0 (0.2) 

15 EXAMPLE 3; Ectopic Expression of OsMADSI Overcomes Photooeriod Dependency of 
f_ono-Dav and Short-Dav F lowering Plants 

Transgenic plants that constitutively express a rice MADS-box gene, 
OsMADSI , flower earlier than untransf armed controls, indicating that the OsMADSI 
gene is involved in controlling flowering time. 
20 Nicotians sylvestris, a long-day flowering plant, and N. tabacum cv. 

Maryland Mammoth, a short-day flowering plant, were transformed with pGA1209, 
which contains a kanamycin selectable marker and a chimeric fusion between the 
CaMV 35S promoter and OsMADSI -coding region by the Agrobacterium'tnedlaxed co- 
cultivation method (An et al. ( Binary vectors, In Gelven and Schilperoort, eds.. Plant 
25 Molecular Biology Manual A3:1-19, Kluwer Academic Publishers, Dordrecht, Belgium, 
1988). Transgenic plants were regenerated on kanamycin-containing culture medium. 
Transgenic plants were selfed and kanamycin-resistant T1 offspring were used for the 
entire experiment. Plants were grown under either a short-day growth condition (10 
hr light) or a long-day growth condition (16 hr light). 
30 Total RNA was isolated from leaves of transgenic plants by the guanidium 

thiocyanate method (Sambrook et al.. Molecular Cloning: A Laboratory Manual, Cold 
Spring Harbor Press, Cold Spring Harbor, NY, 1989). Twenty //g of total RNA was 
electrophoresed on a 1 .3% agarose gel, blotted onto a nylon membrane, and 
hybridized with a 32 P-labeled probe prepared by the random-priming method (Sambrook 
35 et al., Molecula Cloning: A Laboratory Manual, Cold Spring Harbor Press, Cold Spring 

Harbor, NY, IS i. 

Trar^genic N. sylveitris flowered earlier than untransformed controls 
under the permissive flowering ilong-day) conditions. Plants were short and branched 
with clustered flowers compared to the controls. These phenotypes are similar to day- 
40 neutral transgenic tobacco plants expressing the OsMADSI gene. 

In order to confirm whether the phenotypes were stably inherited, five 
independently transformed transgenic plants were chosen for further studies. T1 
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10 



offspring were selected n a kanamycin-containing medium and the seedlings were 
grown under the long-day r short-day c nditions. Under the I ng-day conditi n, the 
transgenic plants flowered 7-11 days earlier than the controls which flowered in 106 
days after seed germination, as shown in Fig. 6A. The data are summarized in Table 

3. 

TABLE 3: Ectopic expression of OsMADSl in Nicotiana 
svlvestris 

Transgenic Short Day Condition (lOh) Long Day Condition (16h) 
Plant Days to Daye to 



Days to 
Flowering 



Height (cm) 



Daye to 
Flowering 



Height (cm) 



1 


102 


62 


98 


68 


2 


85 


35 


95 


45 


3 


146 


65 


99 


72 


4 


84 


36 


96 


46 


1 5 


97 


52 


97 


52 


I control 






106 


85 



15 



20 



25 



30 



35 



40 



The transgenic plants also showed short and branched phenotypes. When 
the transgenic plants were grown under the short-day (non-permissive) condition, they 
flowered within 85-146 days, whereas the untransformed control plants did not flower 
(Fig. 6B, Table 3). Transgenic line 2 and 4 flowered earlier under the short-day 
condition and the line 3 flowered under the long-day condition, while the line 1 and 5 
flowered at approximately the same time. 

In order to confirm whether the phenotypes observed resulted from the 
expression of the OsMADSl gene, RNA blot analysis was performed. Since a 
constitutive promoter was used for expression of the gene, it was expected that the 
transcript was present in all the plant parts, since the 35S promoter-driven OsMADSl 
transcript is almost equally expressed in both leaves and flowers. Total RNA was 
prepared from fully expanded leaves of five transgenic lines and the level of OsMADSl 
transcript in each line was measured using the OsMADSl cDNA probe (Fig. 7). 

All the transgenic plants expressed the OsMADSl transcript. The amount 
of the transcript was in direct correlation with the degree of the phenotypes. 
Transgenic lines 2 and 4, which flowered earliest, expressed the highest level of the 
OsMADSl mRNA, whereas line 3, which flowered latest among the five transgenic 
lines, expressed the lowest level of the OsMADSl mRNA. Transgenic lines with 
interm diate phenotypes expressed intermediate levels of the transcript. 

These results suggest that xpression of the OsMADSl gene caused a 
change in the timing of fl wering in a long-day flowering plant N. sylvestris. Under 
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10 



15 



20 



25 



30 



permissive I rig-day conditions, transgenic plants fl wer d earlier than controls. Under 
n n-permissive sh rt-dav c nditions, expr ssi n of the transgene overcame the day- 
length requirement for flowering. The degree of the phenotype correlated with the 
level of expression of the transgene. especially under short-day conditions. 
Interestingly, transgenic plants expressing a high level of the OsMADS transcript 
flowered earlier under short-day conditions than under long-day conditions, the latter 
being permissive flowering conditions for untransformed N. sy/vestris. 

Expression of the OsMADSI gene can also overcome the day-length 
requirement of a short-day flowering plant. N. tabacum cv. Maryland Mammoth. 
Transgenic plants were obtained that expressed the OsMADSI chimeric molecule. As 
observed with the day-neutral or long-day plant, transformation of the OsMADSI 
chimeric gene into the short-day plant resulted in early flowering and bushy 
phenotypes under a short-day (permissive) condition. 

Three independently transformed lines were further studied. T1 offspring 
were selected on kanamycin-containing medium and grown under a short-day 
(permissive) or a long-day (non-permissive) conditions. Under permissive conditions. 
T1 transgenic lines flowered 16-21 days earlier than untransformed controls, which 
flowered in 1 19 days (Fig. 8A. Table 4). The height of the transgenic plants was less 
than one-half that of the control plants. Under non-permissive conditions, transgenic 
plants flowered in 202-206 days, whereas the control did not flower (Fig. 8B. Table 
4). 

RNA blot analysis showed that all three lines expressed the OsMADSI 
transcript (Fig. 9). Again, the degree of the phenotype correlated with the level of 
OsMADSI transgene expression. Thus, expression of the OsMADSI gene also 
overcame the day-length requirement of a short-day plant. 

TABLE 4? RcHopjr. expres sion of OsMADSI in tficotjan? 
fflbacua Maryland Mammoth , 1fih . 

Transgenic short Day Condition (lOh) Long^Day^Condition (16h) 

Plant F ?*wering Height (cm) Flowering Height (cm) 





98 


61 


202 


102 fl 




103 


65 


206 


105 




98 


63 


203 


104 


35 1 control 


119 


143 







40 



Ectopic expression of OsMADSI overcomes the day-lehgth dependence of 
flowering. The effect was more vident when the gene was highly expressed. The 
fact that OsMADSI overcomes the day-length dependence of both short-day and long- 
day plants indicates that a common gene product controls the timing of flowering in 
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both short-day and long-day plants. It is likely that, under natural condfti ns, 

expression of the OsMADSI gene is tightly controlled by envir nmental c ndrtions and 

the flowering process is initiated by triggering OsMADSI gene expression. 

EXAMPLE 4: Isolation and Analysis of a MADS-Box Gene from Nicotiana tabacum. 
5 NtMADS3 

A homolog of OsMADSI was isolated from a Nicotians tabacum cDNA 
library constructed using the >4Zapll vector (Stratagene, La Jolla, CA) and poly(A) + 
mRNA isolated from tobacco flowers as described above. Using the OsMADSI cDNA 
as a probe under moderately stringent hybridization conditions (60 °C) in an initial 

10 screen, several tobacco MADS-box genes were obtained. 

In a secondary screen to identify a tobacco hornolog of OsMADSI, the 
OsMADSI cDNA was split into two parts between the MADS-box and K-box 
sequences and used to probe the tobacco MADS-box cDNAs. Only one of the cDNAs, 
NtMADS3, hybridized to both halves of the OsMADSI sequence, i.e., to the half 

15 containing the MADS-box sequence and the half containing the OsMADSI K-box 
sequence. 

To further confirm the identity of NtMADS3 as a homolog of OsMADSI, 
all isolated tobacco MADS-box genes obtained in the primary screening of the tobacco 
flower library were placed under the control of the 35S promoter and transformed into 
20 N. tabacum as described above. Only transgenic A/, tabacum expressing the 
NtMADS3 transgene exhibited early flowering and dwarf phenotypes. 

The nucleotide sequence of the NtMADS3 cDNA was obtained and 
compared to OsMADSI . NtMADS3 is 945 bp long and contains an open reading 
frame of 242 amino acid residues (Fig. 10). The deduced NtMADSI polypeptide 
25 sequence showed 56% homology with that of OsMADSI, with 96.5% homology in 
the MADS-box and 77.3% homology in the K-box (Fig. 11). 

All publications and published patent documents cited in this specification 
are incorporated herein by reference to the same extent as if each individual 
publication or patent application was specifically and individually indicated to be 
30 incorporated by reference. 

This invention has been detailed both by example and by direct . 
description. It should be apparent that one having ordinary skill in the relevant art 
would be able to surmise equivalents to the invention as described in the claims which 
follow but which would be within the spirit of the foregoing description. Those 
35 equivalents are to be included within the scope of this invention. 
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CLAIMS 

1. An isolated nucleic acid c mprising at least 15 contigu us nucleic 
acids of a sequence selected from the group consisting of: 
(a) a native OsMADSI gene; and 
5 (b) a variant OsMADSI gene that is substantially similar in sequence to a 

native OsMADSI gene and. when expressed in a transgenic plant, produces, at least 
one phenotype in the transgenic plant selected from the group consisting of: (.) 
diminished apical dominance. 00 early flowering. (Hi) altered daylength requirement for 
flowering; (iv) greater synchronization of flowering; and (v) relaxed vernalization 
1 0 requirement. 

2. The nucleic acid of claim 1 wherein the sequence is a native 

OsMADSI gene. 

3. The nucleic acid of claim 2 wherein the sequence is a native 

OsMADSI gene from Oriza sativa or Nicotiana tabacum. 
, 5 4 . The nucleic acid of claim 3 wherein the sequence is that shown in Fig. 

1A or Fig. 10. 

5. The nucleic acid of claim 1 wherein the sequence is a variant 
OsMADSI gene that comprises only silent or conservative substitutions to a native 

OsMADSI gene sequence. 
20 6. A vector comprising the nucleic acid of claim 1 . 

7. A host cell comprising the nucleic acid of claim 1 

8. A transgenic plant comprising the nucleic acid of claim 1 . 

9. A purified polypeptide encoded by the nucleic acid of claim 1 . 

10. A method of using the host cell of claim 7. the method comprising 

25 the steps of: 

providing the host cell; and 

culturing the host cell under conditions suitable for expression of the DNA 
sequence to produce an OsMADSI polypeptide. 

1 1. A method of producing an OsMADSI polypeptide, the method 

30 comprising the steps of: 

providing the host cell of claim 7; and 

culturing the host celt under conditions suitable for expression of the DNA 
sequence to produce the OsMADSI polypeptide. 

12. A method of using a nucleic acid of claim 1 comprising the steps of: 
35 introducing the nucleic acid of claim 1 into a plant cell, thereby producing 

a transformed plant cell; and 

growing a plant having an altered phenotype from the transform d plant 



cell. 
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13. A nucleic acid comprising a fragment f an OsMADSI gene capable 
f hybridizing under stringent conditi ns to a native OsMADSI gene sequence. 

14. The nucleic acid of claim 13 further comprising a detectable label. 

15. A method of obtaining an allele or homolog of the OsMADSI gene 
5 from a plant species comprising the steps of: 

providing a nucleic acid of the plant species; 

contacting the nucleic acid of the plant species with a DNA molecule 
under conditions allowing hybridization of the nucleic acid of the plant species and the 
DNA molecule, thereby producing a hybridization product, wherein the DNA molecule 
10 comprises a sequence from the group consisting of (i) a native OsMADSI gene and (ii) 
a fragment of a native OsMADSI gene capable of hybridizing under stringent 
conditions with the native OsMADSI gene; and 

identifying the allele or homolog. 

1 6. The method of claim 1 5 wherein the DNA molecule comprises a 
15 detectable label. 

17. The method of claim 15 further comprising performing an 
amplification reaction, thereby producing an amplification product, and the step of 
identifying comprises observing the amplification product. 

18. An allele or homolog of the OsMADSI gene produced by the method 

20 of claim 15. 

19. A method of producing a plant having at least one altered phenotype 
selected from the group consisting of Ii) diminished apical dominance, (ii) early 
flowering, (iii) altered daylength requirement for flowering, <iv) greater synchronization 
of flowering, and (v) relaxed vernalization requirement, the method comprising the 

25 steps of: 

(a) introducing into a cell of the plant a nucleic acid of claim 1 , thereby 
producing a transformed cell; 

(b) growing a plant having the altered phenotype from the transformed 

cell. 

30 20. A plant of a long-day or short-day species having a substantially 

relaxed daylength requirement for flowering. 

21 . The plant of claim 20 having a completely relaxed daylength 
requirement for flowering. 

22. A method of producing multiple crops of flowers or fruits in a year 
35 from the plant of claim 20, th method comprising the steps of: 

(a) planting a reproductive unit of the plant; 

(b) growing the planted reproductive unit under natural light conditions; 

(c) harvesting flowers or fruits of the plant; and 
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(d) repeating steps (a) thr ugh (c) at least nee in the year. 

23. A transgenic plant exhibiting a phenotype that is significantly 
different from nontransgenic control plants with respect to at least one phenotype 
selected from the group consisting of: 

(a) early flowering; 

(b) altered daylength requirement for flowering; (c) greater synchronization 

of flowering; and 

(d) relaxed vernalization requirement. 
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1 AAAACTAG CTTGGAAAGGGG ATAG AGTAG TAG AG AG AG AC AG AG AGG AG AGG AGG AGG AA 

61 ^AAGATCGGCAGGGCGAAGGTGGAGCTGAAGCGGATCGAGAACAA GATCAGCCGGCACGT 

IftOlyArgQlyLymValGluLBuLyBArglloQluAmnLyBllmSmrArgGlnVm 19 

KADS 

121 gft?GnraC<^GCCC*GCAACGGCCTC -box 
i ThrPh*Al BLyaArgArgAMnGl yLmuL+uLymLysAJ. BTyrGluL+uSerLBuI^uCy 3 9 

181 ^ A ^CffftCG^^CCCCTC ATCATCTTCTCCGG CCC CCGC Q G CCTCTTOC ACTTC TCCAC 

*A£pAlmGJ.uVAlAJ.*L*uIleIl*Ph*S*rGlyArgGlyAjrgLmuPhmGluPh*SmrS* 59 

241 CTCATCATGCATCTACAAAACCTTGGAGAGCTAC ^GCACCTGC JU^CTACAACTCACAGCA 

rSerS-rCysXxi t TyrLysThrL* uGluArgTyrKrgSerCyaAan TyrAsnSerGl nAs 79 

301 TG CAC CAG CTCCAG AAAACG AAATT AATT ACC AA G AAT ACCTG AAG CTG AAAACAAG AGT 

pA JaAi «AJ aProGl uAsnGl ulleAsnTyrGlnGl uTyrLGuLysL«uLysThrArgV& 99 

361 TGM1 1 1 VA i CAAACCACACAG ACAAATAT TCIIt^TGA G CATTTCGGCCCACTAAGCAT 

iGJ uP/i*I^uGinrArT/srGi JiArgAs/i Ji ©LeuCJyGi uA»pL«uG2yProL«uS«r-/fe 119 

K-box 

421 ^^G^ft^CTCGAGCRGCTTGAGAACCAGA TAGAAGTATCCCTCAAACAAATCACCTCAAG 

*LyBGluLmuGluGlnI**\iGluAMnGlnIl*GluV&lSGrL*\iLymGlnXl*ArgSerAr 139 

481 MACAACCAAGCACTGCTTGATCAGCTG TTTGATCTGAAGAGC^ 

9LysAsnGlnA2*I,ouL*uABpGlnLeuPhGAspL*uLysSorLyBGluGlnGlnL*uGl 159 

541 AGATCTCAACAAAGACTTGAGGAAAAAGTTACAGGAAACCAGTGCAGAGAATGTGCTCCA 

nAspLeuAanLysAspLeuArgLysLysLeuGlnGliiThrSerAlaGluAsnVAlLeuHl 179 

601 T ATCTCCTGCCAAG ATGGTG GTGG G CAC AG CGGTTCT AGCACTGTTCTTG CTG ATCAG CC 

sHe ZSerTrpGlnAspGl yGl yGl yHl sSerGl ySerSerThrValfuAl aAspGlnPr 199 

66 1 TCATCACCATCAGGGTCTTCTCCACCCTCACCCAGATCAGGGTGACCATTCCCTGCAGAT 

oHisHisHisGlnGlyLeuLeuHisProHlsProAspGlnGlyA&pHxaSerLeuGlnll 219 

721 TGGCTATCATCACCCTCATGCTCACCATCACCAGGCCTACATGGACCATCTGACCAATGA 

*GlyTy*HisH±sProHxBAlaH±BH±sHxsGlnAlaTyrMBtAspH±BLBuSerABnGl 239 

781 AGCAGCAGACATGGTTCCTCATCACCCCAATGAACACATCCCATCCGGCTGGATATGATC 

uAl &A1 AAspMetVAlAlaHisHlsProAsnGl uHxbII eProSerGl yTrpIl o * * • 257 

841 TGTCTGTTCAGTTCAGGCTTCAGGCTTCAGAGAAGCCAATGCAAACAGTCTCCTGTAATC 
901 CAGTAATTACACCGCATATGTAATGTAATGTAATGTAATCCCTGATCTATATTTTGCTAA 
961 CTACCTGCCTCCTCTCTTACGACCTTCTCCCCCAAACAGTTAATCAGGGCAATAATAATT 
1021 TCCTTTGATGCACGTACTCTATGTCTGTATCTGTCACTGTATCGTACGACCGTCCATGTA 
1081 TAACAATTTCCCTTTTCGATGTGGTAACAATTAATTGGCACTTAAATTTATATTTCTCAT 
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1 CCGG CCG CTG AAAAAATGGGAAGGGGTAGGGTTG AGCITAAGAG AATAGAGAACAAGATC 

KGRGRVELKRIENKI 15 
61 AACAG Z CAAGTC ACCTCCC CTAAG AGAAG AAATGGACTTTTGAAAAAAG CTTATG AGCTT 

N R Q V T FAKRRNCLLKKAY EL 35 
121 TCTGTTCTTTGTGATGCTGAGGTTGCTCTCATCATCTTCTCCAATAGGGGAAAACTGTAC 

S V L C DJ E V A L I _Z . F S K H G K X Y 55 

IB I GAGl^CTGCAGTAGCTCTAGCATGCTCAAGACATTAGAGAGGTACCAGAAGTGCAACTAC 

EFCSSSSMLKTLERYQKCNY 75 
2 41 GGAGCACCAGAGACCAATATATCCACACGAGAAGCACTGGAAATAAGTAGCCAACAAGAA 

GAPETNISTREALEISSQQE 95 
301 TACTTGAAGCTTAAACCACGTTACGAAGCATTACACCGATCAC^GAGAAAT Cl iC I ' U GC? 

YL KLXARYEALQRSQRNLLG 115 
361 G AAG ATCTTGC CC CTTTGAATAG CAAGGAA CTTG AATCA CTTG AG AGG CAG CTTGATATG 

EDLG? L N S K ELESLERQLDM 135 
4 21 TG^CTGAAACAGATTCGATCAACTCGGACTCAGTTAATGTTGGATGAACTTACAGATCTT 

S L K 0 ~ R£T?. TQLMLDOLTDL 155 
481 CAG AG AAAGGAA CATGCATTAAACGAAGCAAA CAG AAC CTTG AAA CAAAGCTTGATGGAA 

OP. KZHALNEANRTLKQRLME 175 
54 1 GGAAGCCAACTAAATCTGCAGTGGCAACAAAATGCACAAGATATGGGCTACCGCCGGCAA 

GSQLNLQWQQNAQDMGYGRQ 195 
601 ACAACTCAAACTCAGGGCGATGG L " l " l " l " l w lU CATCCTTTGGAATGTGAACCCA C ' I " I " r GCAA 

TTQTQGDGFFHPLECEPTLQ 215 

6 61 ATTGCGTATCAGAATGATCCAATAACAGTAGGAGGAGCAGGGCCCAGTCTGAATAACTAC 

IGYQHDPITVGGAGPSVNNY 235 
721 ATGG CTG G CTGG TTG C CTTG AAATTAAG CTCATTTC CG ATAAG ATTG ATTATATAAACAT 

M A G W L P * 241 

7 81 ATGCTCAAT G I ' l ' ri ' l 'CCTATCATAAACACTCTCCTAATTTGTGTTATATG TTT C C CG 
841 AATTCTGG A CT AATTTGGGATC CATAAGACAG A C CCGTT ATTGTTACTTAAT CATAAACT 
886 AGATTTCCCTCAGTGACTAATCACTAAAGCTTATTACTTTCCTCC ( A ) 
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51 RGKLYEFCSSSSMLKTLTOYQKC^GAPETNISTHEM^lSSQQEyljKLK 

15 1 QLTDLQRxW^T^Q^f . ! . I^QWQQNAQDMC . . . . VG 1.3 ' 
1*7 UFilisiii^Dj^ii^^^Wi^WQ^HSGSSTV^ 196 

1,4 RQTTQTQGDGFFHPLECEPTLQIGYQMDpi " 4 

197 DQPHHHQGLI^P^DQGDHSLQIGYHHPHAHHHQAYMDHLSNEAADMVAH 246 

23 5 YMAGWLP 241 
247 HPNEHIP 253 
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